oxidation (P. J. Stoffyn and R. W. Jeanloz, Arch. Biochem. Biophys. 52:373, 1954) ; and by Nacetylation followed by chromatography in three solvent systems. The identity of the glucosamine polymer as chitin was established as follows.
Cell walls (10 mg) were extracted with 1 N acetic acid (5 ml) at 100 C for 20 min. left from the acid extraction were heated with 24% potassium hydroxide (3.0 ml) at 160 C for 6 hr; then the solution was acidified with concentrated sulfuric acid, and Gram's iodine solution was added dropwise. A red-violet color indicated the presence of chitosan, formed by the alkaline degradation of the chitin present in the cell wall (J. S. Brimacombe and J. M. Webber, Mucopolysaccharides, Elsevier Publishing Co., New York, 1964) .
A sample of cell walls was extracted with concentrated hydrochloric acid at 4 C for 10 min, and after centrifugation the supernatant solution was poured into cold 50% ethyl alcohol. The resulting precipitate was washed in cold water and then neutralized by dialysis against running water for 3 hr. The dried product was crushed with an agate pestle and mortar, and X-ray powder diagrams were obtained by use of a copper radiation tube with a nickel filter. A sample of lobster chitin (Nutritional Biochemicals Corp., Cleveland, Ohio) was treated identically. The results shown in Fig. 1 indicate that the products are identical. The extracts of both the cell walls and of commercial chitin were then digested with a commercial chitinase preparation (Nutritional Biochemicals Corp.) in 0.02 M acetate buffer (pH 5.0). Both products were completely solubilized, and both gave similar yields of N-acetylglucosamine, as measured by a Morgan-Elson reaction. The above results show that the cell wall of P. patulum contains chitin.
We thank J. Trotter and J. Pasmore for making possible the X-ray diffraction studies. The work was supported by the award to one of us (D. A. A.) of a Medical Research Council of Canada Term Grant.
